sample was collected from each examined dairy herd. Only herds up to 200 lactating cows were examined.
In each herd that was found Neospora caninumpositive in the bulk milk, individual blood samples were collected from all cows and pregnant heifers by vacutainer puncture of the coccygeal vein. The milk and blood samples were centrifuged at 1 000 × g for 10 min and skimmed milk and sera were collected and stored at -20°C until analysis. The samples were analysed using a commercial N. caninum iscom ELISA kit (Svanova, Sweden) according to the manufacturer's instructions. The skimmed milk and sera were diluted 1 : 2 and 1 : 100 in PBS-Tween before analysis. The optical density (OD) was measured on an automatic reader (Labsystem Multiscan RC) at 450 nm and the values were correlated to a positive control serum with mean OD of 1.0 to obtain a percentage positive value (PP). A sample was considered positive when the PP value was >20 (cut-off value 0.200). Blood sera of positive animals were tested also by immunofluorescent antibody test (IFAT) for validation, using the method previously described Vaclavek et al. (2003) . The sera of positive cows and heifers from herds No. 1, 2 and 4 were sent for the examination by avidity ELISA method to SWEPAR laboratory (Uppsala, Sweden), where IgG avidities (functional affinities) were determined for a decision on acute or chronic N. caninum infection in the herds (Bjorkman et al., 1999 (Bjorkman et al., , 2003 . To establish within-herd prevalence, blood sera from cows and pregnant heifers from three N. caninum-positive herds (No. 1, 2, 4) were individually tested. In the fourth herd (No. 3), only milk samples could be individually tested to establish withinherd prevalence. The seroprevalence in herds 1-4 ranged between 2.5 and 50% (Table 1 ). The individual PP values of the 16 positive cows and heifers (examined by iscom ELISA) ranged from 34 to 93 (Table 2 ). The presence of N. caninum antibodies in the sera was confirmed by IFAT, the antibody titres ranged from 1 : 200 to 1 : 5 120 ( Table 2) .
RESULTS
The values of the IgG avidity of 16 positive sera tested by avidity ELISA ranged from 61 to 88, only one cow showed the value 26 (Table 2) . These values indicated chronic infection in the three herds.
DISCUSSION
The samples of bulk milk can be easily collected and tested for antibodies of infectious diseases in dairy herds by ELISA method (Pritchard, 2001 ). According to pertinent legislative regulations, bulk milk testing is routinely used to detect bovine leucosis and brucellosis antibodies in dairy cattle in the Czech Republic. Testing of bulk milk is a useful way for a rapid finding of the presence of Neospora caninum in a large area. In Germany, Schares et al. (2003) reported 7.9% prevalence in 3 260 examined herds using bulk milk ELISA method, when a maximum of 50 cows contributed to bulk milk sam- (Chanlun et al., 2002) . In both cases the laboratories used their own ELISAs. A commercial ELISA (IDEXX Laboratories Inc., Westbrook, USA) was tested for the detection of N. caninum antibodies in bovine milk (Schares et al., 2004) and gave good results using 1 : 2 dilutions of milk and cut-off value 0.261. Iscom ELISA for the detection of Neospora caninum antibodies in blood serum and milk was developed to decrease the cross-reactivity (Bjorkman et al., 1997; Bjorkman and Lunden, 1998 ) and a commercial iscom ELISA kit (Svanova, Sweden) was designed for diagnostics of bovine Neospora-specific antibodies in blood serum. There is no doubt that the commercial kit can be used for milk samples, considering the same components and conditions proceed from previous studies (Bjorkman et al., 1997; Bjorkman and Lunden, 1998; Chanlun et al., 2002) .
Establishing the appropriate cut-off value is a key point in all ELISA methods (Chanlun et al., 2002; Frossling et al., 2004; Schares et al., 2004) .
A relatively high cut-off value (0.200) was used in our study. Currently, but after finishing our study, data on testing the iscom ELISA for the examination of bulk milk samples appeared addressing the relationship between the bulk milk OD and withinherd prevalence (Frossling et al., 2004) . High cutoff (0.200) was recommended to rule in infection and lowering the cut-off was suggested for general screening. Regardless of this fact, our data demonstrate generally low prevalence of N. caninum in cattle in the Czech Republic that corresponds with 3.9% prevalence in aborting cows (Vaclavek et al., 2003) .
Diagnosing the N. caninum in cattle in the Czech Republic started just recently and it is difficult to speculate about reasons for the low prevalence. Limited occurrence of this pathogen in the country can be tentatively explained by indoor housing that prevailed in the Czech cattle industry in the last four decades. Moreover, limited contacts of cattle and dogs and extremely low prevalence of N. caninum in dogs (Slapeta et al., 2002) can be attributed to low prevalence in cattle as well. 
